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1. Introduction 
The phosphoenolpyruvate-dependent phospho- 
transferase (PT-) system [1 ] plays an essential role in 
the uptake of a number of hexoses by enteric bacteria, 
such as Salmonella typhimurium and Escherichia coli. 
Its main features are: 
(i) An initial transfer of phosphate from phospho- 
enolpyruvate (PEP) to a small histidine-containing 
protein HPr: this is catalysed by enzyme I; 
(ii) Transfer of phosphate from the phosphorylated 
HPr to the appropriate hexose: this is catalysed by 
one or more relatively sugar-specific enzymes II
[2,3]. 
As expected, mutants lacking either enzyme I (ptsI) or 
HPr (ptsH) are unable to utilize any sugar that is 
taken up via the PT-system (PT-sugars). However, 
they are also unable or reluctant to grow on a variety 
of carbohydrates (such as C4-dicarboxylic acids, 
glycerol, actose and maltose) the uptake of which 
does not directly involve the PT-system [4-7].  This 
appears to be due to an inability ofptsI and ptsH 
mutants to induce the proteins necessary for the 
rapid uptake of these substrates and can be overcome 
in some (but not all) such mutants in one of three 
ways: 
(1) By adding non-catabolizable inducers, such as 
isopropyl-thiogalactoside to promote growth on 
lactose; 
(2) By adding adenosine 3',5'-cyclic phosphate 
(cAMP), to promote induction of catabolite- 
repressible genes [8] ; 
(3) By mutation to a genotype designated crr [9,10], 
which is cotransducible with ptsI. 
However, crr-mutants which have been selected by 
these means may be impaired in more than one 
function, since the property of 'inducer exclusion' 
that permits growth on non PT-carbohydrates [ 11 ] is 
not co-transducible with ptsI in the E. coli strains 
used in our laboratory (to be published). 
We now describe the selection, by a different 
procedure, of mutants affected in the ccr-gene region 
but unimpaired in enzyme I or HPr activities. This 
procedure utilizes the finding [12] that crr mutants 
ofE. coli are no longer inhibited in their growth 
on PT-sugars by glucose or glucose analogues. 
Since the lesion in mutants thus selected is co-trans- 
ducible with ptsI but they exhibit more than one 
phenotype, we conclude that there are several 
genes in the crr-locus and that the product(s) specified 
by them play different roles in the regulation of 
carbohydrate uptake. 
2. Experimental 
Cultures of the E. coli K 12 strains K2.1t [ 13 ] or 
PW 7 [12] were grown overnight in defined media 
[14] on fructose as sole carbon source, either at 37°C 
or (since strain PW 7 carried the temperature- 
sensitive allele ofptsI, ptsI ts, and thus does not grow 
on PT-sugars at elevated temperatures) at 30°C. To 
the cultures, diluted to approx. 0.1 mg dry mass/ml 
with fresh fructose growth medium, was added 5- 
thioglucose (TG) to f'mal conc. 2 mM: growth was 
rapidly arrested. However, after 2-3 days further 
shaking, cells resistant to TG grew in the flasks. 
In order to isolate from such cells mutants 
affected specifically in the crr-gene region, phage P1 
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was propagated [13] bn them and was used to infect 
strain HK 488, a ptsI-derivative of strain PA 309 
[15]. Transductants were selected for their ability to 
grow on a PT-sugar, such as sorbitol, either at 37°C 
(for ptsI +) or at 30°C (for ptsltS): the latter trans- 
ductants were further screened for their inability to 
grow on PT sugars at the higher temperature. 
The methods used for measurements of growth 
and of the incorporation of 14C-labelled sugars have 
been described [ 16]. Adenylate cyclase activity was 
measured by the method in [17] after treatment of 
the cells with toluene [18]. As reported [19], this 
enzyme activity was found to be strongly inhibited 
by 1 mM glucose and thus differed from the soluble 
form of the enzyme. 
3. Results and discussion 
Two main types ofptsI+-transductants, designated 
HK 517 and HK 518, were obtained after infection of 
aptsI-derivative ofE. coli strain PA 309 with phage P1 
propagated on cultures of that PA 309 strain rendered 
resistant to TG. 
1. HK 517 was slightly affected in its rate of growth 
on glucose but was strongly impaired in growth on 
fumarate, succinate or malate; this impairment was 
largely corrected by the inclusion of 2.5 mM cAMP 
in the C4-dicarboxylate growth medium (table 1). 
When fructose-grown cultures of this mutant were 
placed on media containing either 5 mM [~4C]- 
fructose and 5 mM [12C]glucose, or 5 mM [12C]- 
fructose and 5 mM [~4C]glucose, 44-48% total 
hexose-carbon i corporated during subsequent 
growth [16] was derived from fructose and a roughly 
equal amount (52-56%) from glucose. This 
proportion, which had been previously noted with 
the ptsltS.crr-strain PW 8 selected by a different 
procedure [ 12], was twice the 20-22% observed 
with prototrophic strains ofE. coli such as the 
parental strain PA 309. 
. HK 518 was also slightly affected in its rate of 
growth on glucose and was also impaired in its 
ability to grow on salts of C4-dicarboxylic acids; 
like strain HK 517, the inclusion of 2.5 mM cAMP 
largely overcame this impairment. However, 
unlike strain HK 517, glucose was barely used 
when added to cells growing on fructose: some 
77% of the total hexose-carbon i corporated 
during growth on this mixture were derived from 
fructose and only 23% from glucose. 
Although both these phenotypes are routinely 
observed in screening of TG-resistant mutants, it is 
not yet certain that they are affected in different 
genes. As expected from their response to cAMP, sus- 
pensions of both types of mutant reated with toluene 
manifested greatly reduced adenylate cyclase activi- 
ties when compared to those found with the parent 
organism PA 309 (table 1). 
In studies with strain PW 7, which contains an 
enzyme I active at 30°C but not at 37°C and above 
(ptsltS), a third type of TG-resistant mutant came 
to light. Like the mutants HK 517 and HK 518, this 
type was affected in a gene highly co-transducible 
with ptsI; when this lesion was transferred to the 
Table 1 
Some properties of E. coli strain PA 309 and crr-mutants hereof 
Strain Doubling time a (h) 
Fumarate Fumarate + cAMP Glucose 
Adenylate cyclase act. 
(pmol/mg protein/h) 
Fructose utilized × 100 
Fructose + Glucose 
PA 309 1.8 1.8 1.1 876 
HK 517 >8 2.2 2.0 160 
HK 518 4.5 2.4 2.3 26 
HK 519 1.8 1.8 2.2 80 
PW 7 2.8 2.8 1.8 800 







a Strain PA 309 and those prefixed HK with grown at 37°C; PW strains at 30°C 
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ptsI-recipient strain HK 488 by phage Pl-mediated 
transduction, the resultant strain PW 68 contained 
the ptsltS-gene of the donor. However, this tra'nsduc- 
tant differed from other ptsltS.crr-strains [ 12] by its 
virtual inability to grow (at 30°C) on glucose, 
although growth on other PT-sugars was normal. 
Furthermore, and unlike HK 517 and HK 518, strain 
PW 68 was unimpaired in its ability to grow on salts 
of C4-dicarboxylic acids and (as expected from this 
property) was also unimpaired in its adenylate 
cyclase activity. 
These findings suggest that the crr-gene, defined as 
a marker co-transducible with ptsI that specifies 
resistance to repression by carbohydrate [9], is not 
a single entity. One type of crr-mutant in Sal. 
typhimurium has been reported [3] to lack the 
factor III component of the membrane-bound 
enzyme II (formerly designated umg [20] and now 
termed ptsG [3] ) specific for the uptake and phos- 
phorylation of glucose and methyl-a-glucoside. It is 
conceivable that the E. coli mutant PW 68 (table 1) 
is of this type: absence of overall function of the 
ptsG-system, which is known to be the predominant 
enzyme II of glucose utilization [21 ], would be 
expected to produce the phenotype observed. How- 
ever, lack of the factor III component of this enzyme 
II would not be expected to lead to the loss of 
adenylate cyclase activity and would not explain the 
variations in the extent o which glucose is taken up 
in the presence of fructose, without any major 
impairment in utilization of glucose as sole carbon 
source. The existence of the 'crr'-mutants of type HK 517 
and HK 518 suggests that the PT-system includes 
proteins that link the phospho-HPr component to 
adenylate cyclase on the one hand, and to the factor 
III component of the ptsG-system on the other, and 
that these proteins play a key role in the regulation of 
carbohydrate uptake. This view differs somewhat 
from the models of PT-mediated glucose uptake 
proposed [3,22]. 
Multiple forms of 'crr'-mutants in Sal. typhimuriurn 
were also briefly reported [23]. Double mutants 
carrying ptsI.crrA (which do not grow on salts of 
C4-dicarboxylic acids) were used to select further 
mutants that grow on these compounds. Such further 
mutants (affected in a gene designated crrB, which 
mapped very close to crrA and ptsI) were still 
impaired in cAMP synthesis. Mutants with this pheno- 
type can also be readily derived from 'crr'-mutants of
E. coli, whether they be ptsI + (such as HK 517) or 
ptsI- (such as strain PW 8 [12] at elevated temper- 
atures). One such derivative of strain HK 517, termed" 
HK 519, is illustrated in table 1 : it grows readily on 
salts of C4-dicarboxylic acids, but has neither egained 
adenylate cyclase activity nor the utilization of 
glucose preferentially to fructose characteristic of
prototrophic strains ofE. coli; it is also still inducible 
for the uptake of C4-dicarboxylic acids. Moreover, 
when phage P1 propagated on strain HK 519, was 
used to infect the usual ptsI-recipient strain HK 488 
and ptsI+-transductants were selected on sorbitol or 
fructose media, some of these transductants were 
(like the donor HK 519) able to grow on fumarate 
but others were not. This shows that the mutation of 
the crr-strain HK 517 to growth on fumarate had 
suppressed, but not reversed, the original esion. 
Although both the crr-marker and the suppressor 
gene that permitted growth on fumarate were co- 
transducible with ptsI, they clearly could be separated 
from each other. 
Acknowledgements 
We thank Dr B. R. Martin for teaching us how to 
assay adenylate cyclase activity, Dr M. C. Jones- 
Mortimer for helpful discussions, and Mrs J. Beaumont 
for technical assistance. The Science Research Council 
supported this work through Grant B/RG 9756.2 and 
through the award of a Research Studentship to 
P.D.W. 
References 
[ 1 ] Kundig, W., Ghosh, S. and Roseman, S. (1964) Proc. 
Natl. Acad. Sci. USA 52, 1067-1074. 
[2] Kornberg, H. L. (1976) J. Gen. Mierobiol. 96, 1-16. 
[3] Postma, P. W. and Roseman, S.(1976) Bioehim. 
Biophys. Acta 457,213-257. 
[4] Wang, R. J., Morse, H. J. and Morse, M. L. (1970) 
J. Bacteriol. 104, 1318-1324. 
[5] Saier, M. H., Simoni, R. D. and Roseman, S.(1970) 
J. Biol. Chem. 245, 5870-5873. 
[6] Saier, H. M. and Roseman, S.(1972) J. Biol. Chem. 
247,972-975. 
331 
Volume 89, number 2 FEBS LETTERS May 1978 
[7] Gershanovitch, V. N., Ilyina, T. S., Rusina, O. Y., 
Yourovitskaya, N. V. and Bolshakova, T. N. (1977) 
Mol. Gen. Genet. 153,185-190. 
[8] Lin, E. C. C. (1970) Annu. Rev. Genet. 4,225-262. 
[9] Saier, M. H., Young III, W. S. and Roseman, S. (1971) 
J. Biol. Chem. 246, 5838-5840. 
10] Saler, M. H. and Roseman, S. (1976) J. Biol. Chem. 
251, 6598-6605. 
] 1] Jones-Mortimer, M. C. and Kornberg, H. L. (1974) 
FEBS Lett. 48, 93-95. 
12] Jones-Mortimer, M. C., Kornberg, H. L., Maltby, R. 
and Watts, P. D. (1977) FEBS Lett. 74, 17-19. 
13] Brice, C. B. and Kornberg, H. L. (1967) Proe. R. Soc. 
London Ser. B 168,281-292. 
14] Ashworth, J. M. and Kornberg, H. L. (1966) Proc. R. 
Soc. London Ser. B 165,179-188. 
15] Bachmann, B. J. (1972) Bacteriol. Rev. 36,525-557. 
[16] Amaral, D. and Kornberg, H. L. (1975) J. Gen. Micro- 
biol. 90, 157-168. 
[17] Salomon, Y., Londos, C. and Rodbell, M. (1974) Anal. 
Biochem. 58,541-548. 
[18] Harwood, J. and Peterkofsky, A. (1975) J. Biol. Chem. 
250, 4456-4462. 
[19] Peterkofsky, A. and Gazdar, G. (1975) Proc. Natl. 
Acad. Sci. USA 72, 2920-2924. 
[201 Kornberg, H. L. and Smith, J. (1972) FEBS Lett. 20, 
270-272. 
[21] Jones-Mortimer, M. C. and Kornberg, H. L. (1975) 
FEBS Lett. 51, 1-4. 
[221 Saier, M. H. and Stiles, C. D. (1975) Molecular 
Dynamics in Biological Membranes, Springer-Verlag, 
Heidelberg, New York. 
[23] Turtle, R. C. and Saier, M. H. (1976) Fed. Proc. Fed. 
Am. Soc. Exp. Biol. Abst. 1165. 
332 
